Abstract: Mitochondrial DNA (mtDNA) has been implicated in various human degenerative diseases. However, the role of mtDNA in Osteoarthritis (OA) is less known. To investigate whether mtDNA haplogroups contribute to the prevalence of knee OA, we have carried out a comprehensive case-control study on 187 knee OA patients and 420 geographically matched controls in southern China. OA patients were classified on the Kellgren/Lawrence scale from two to four for the disease severity study and the data were analyzed by adjusting for age and sex. We found that patients with haplogroup G (OR = 3.834; 95% CI 1.139, 12.908; p = 0.03) and T16362C (OR = 1.715; 95% CI 1.174, 2.506; p = 0.005) exhibited an increased risk of OA occurrence. Furthermore, patients carrying haplogroup G had a higher severity progression of knee OA (OR = 10.870; 
Introduction
Osteoarthritis (OA) is an age related degenerative disease characterized by the degradation of articular cartilage, caused by dysfunctional chondrocytes. Risk factors for OA include gender, occupation, smoking, as well as nuclear genetic background such as mutations in genes encoding IGF-1, ER alpha, cartilage matrix protein, aggrecanase-2 and Bradykinin B2 [1] [2] [3] . The chondrocyte is the only cell type in cartilage, and its dysfunction is the main hallmark of OA [4] . Recent studies have indicated a role for mitochondria in the development of OA. OA cells were shown to have decreased expression of respiratory complexes II and III [5] . Moreover, inhibition of complex I and IV activity increased mitochondrial related chondrocyte apoptosis [5] . The underlying mechanisms mediating the mitochondrial dysfunction in OA have been suggested as increased chondrocyte oxidative stress and apoptosis, decreased chondrocyte biosynthesis, upregulated chondrocyte inflammation and matrix catabolism, and accelerated cartilage matrix calcification [4] .
It is estimated that mitochondria generate more than 90% of cellular ATP. Human mitochondria contain over 1000 proteins, and 13 of them are encoded by mtDNA. mtDNA mutations have been reported to account for many human diseases [6, 7] , and many mtDNA variants that occurred during selective events over the long period of human evolution were considered as sites of polymorphism [8] . A specific mtDNA haplogroup/haplotype represents a set of single nucleotide polymorphisms (SNPs), which are genetically and statistically associated. There are many independent studies shown that genetic variations in mtDNA can modulate mitochondrial functions such as calcium dynamics, respiratory complex activity, and mtDNA transcription and replication [9] [10] [11] . In particular, multiple case-control studies have revealed that mtDNA haplogroups are related to various complex diseases such as metabolic syndromes [12, 13] , neurodegenerative diseases [14, 15] , infectious diseases [16, 17] , cancer [18, 19] , and aging [20] .
The prevalence of OA in China is comparable with that in Europe. The number of knee osteoarthritis cases in the urban elderly population from Southern China is about 13%, and is higher in rural areas [21] [22] [23] . Recent studies have demonstrated that mtDNA haplogroups play a role in the prevalence of both hip and knee OA in Spanish populations. However, the reported OA related haplogroup J, was only found in Europe, while the major mtDNA haplogroups in China are A, B, CZ, D, M7, M8 and F. Haplogroup F and B were more frequently distributed in Southern China than in Northern China [24] . To further assess the possible contribution of mtDNA haplogroups to the prevalence of OA and the potential mechanisms that underlie the relationships between OA and mtDNA haplogroups, we conducted a study between knee OA and mtDNA haplogroups in a Southern Chinese population.
Results and Discussion

Result
2.1.1. Age and Gender in the Occurrence of OA We first analyzed two clinical characteristics, age and gender, in the OA occurrence. As shown in Table 1 , the frequency of women (72.19%) was significantly higher in patients with OA than it was (56.42%) in the control group (OR = 0.497; 95% CI 0.342, 0.722; p < 0.001) which indicates that women have a higher chance to develop OA than men. The result remained significant (OR = 0.537; 95% CI 0.362, 0.796; p = 0.002) after an age-adjustment of the data in a binary regression analysis. In addition, Figure 1 showed the close relationship between age and OA development. Though the age distribution between K/L 3 (mean age 61.60) and K/L 4 (mean age 63.60) group has no difference (p = 0.1), patients in both K/L 3 and K/L 4 group were much older than those patients in K/L 2 (mean age 56.77) group (p = 0.022 for K/L 2 and 3; p = 0.004 for K/L 2 and 4). The frequency of haplogroup G was significantly higher in OA patients than in the controls (OR = 3.084; 95% CI 1.055, 9.017; p = 0.031) ( Table 2 ). This significant correlation remained after adjusting with age and gender (OR = 3.834; 95% CI 1.139, 12.908; p = 0.03). However, the frequency of haplogroup R showed lower frequency in OA patients when compared with controls (OR = 0.687; 95% CI 0.473, 0.998; p = 0.048). As shown in Table 2 , we found the effect of haplogroup R was contributed by F1a and B, and sub-haplogoup B4, which directly belongs to B. After adjusting for age and gender, only haplogroup B (OR = 0.503; 95% CI 0.283, 0.893; p = 0.019) and its sub-haplogroup B4 (OR = 0.483; 95% CI 0.245, 0.954; p = 0.036) exhibited a significantly lower occurrence in OA patients. No other macro or sub-haplogroups in this study were found associated with OA before and after logistic regression analysis (Table 2) .
Consistent with the result that haplogroup B and B4 have a protective effect on OA occurrence, analysis of the contribution of individual SNPs in OA occurrence showed that both SNP T16140C and T16217C, which mostly determined haplogroup B and B4 in the Chinese Han population, were less represented in OA patients (Table 3) . Following age and gender adjustment in a binary regression analysis, the result is still significant for T16140C (OR = 0.370; 95% CI 0.142, 0.958; p = 0.041) and T16217C (OR = 0.493; 95% CI 0.249, 0.977; p = 0.043). For the analysis of the rest of the mtSNPs listed in Table 3 , T16362C was found associated with increased OA incidence after adjusted by age and gender (OR = 1.715; 95% CI 1.174, 2.506; p = 0.005). To further understand the role of mtDNA on OA development, or associations of mitochondrial haplogroup, or mtDNA SNPs with the severity of OA, patients were divided into a K/L 2-3 group and a K/L 4 group for evaluation (Tables 4 and 5 ). The results showed a significantly higher frequency of haplogroup G in the high severity group (K/L 4) (OR = 10.870; 95% CI 1.307, 90.909; p = 0.007). For haplogroup B (OR = 0.812; 95% CI 0.304, 2.169; p = 0.677) and its sub-haplogroup B4 (OR = 0.880; 95% CI 0.277, 2.801; p = 0.829), no significant results were found. In addition, though haplogroup D4 and its sub-haplogroup D4a, haplogroup N9 and its sub-haplogroup N9a are neither risk factors nor protective factors of OA occurrence, patients with haplogroup D4/D4a usually develop higher severity OA while those patients with haplogroup N9/N9a tend to develop lower severity OA (Table 4) . Despite the lack of significant association between mtDNA SNPs and severity detected, the mtDNA risk SNP T16362C showed a trend towards a higher severity (Table 5) . 
mtDNA Copy Number Alternation in OA Patients
Previous reports showed mtDNA level was modulated by mtDNA haplogroup [9] . To understand whether mtDNA copy number alterations affected OA, we measured mtDNA copy number in 185 patients and 194 random selected controls. As shown in Figure 2 , OA patients have increased mtDNA copy number (mean ± SD, 6.21 ± 7.478) compared with controls (mean ± SD, 4.4 ± 7.459) (p = 0.019), the result remains significant after adjust by age and gender (p = 0.033). Further analysis of the mtDNA copy number in OA patient with different K/L grade showed no difference. To test the correlations between mtDNA background and mtDNA copy number in OA, OA patients and controls were regrouped by OA-specific mtDNA haplogroup/mtSNPs, then reanalyzed by the mtDNA content alteration in those groups. For haplogroup G, mtDNA content was lower in haplogroup G patients (mean ± SD, 2.233 ± 1.36) compared with non-haplogroup G patients (mean ± SD, 6.385 ± 7.69) (p < 0.001) while there was no difference between haplogroup G (mean ± SD, 0.97 ± 1.43) and non-haplogroup G (mean ± SD, 4.45 ± 7.5) in controls (p = 0.424) ( Figure 3A,B) . These results indicate that haplogroup G was less likely to associate with the upregulation of mitochondrial function by increasing mtDNA copy number than other haplogroups in OA development. For mtSNP16140, mtDNA content was significant higher in 16140T controls (mean ± SD, 4.604 ± 7.64) compared with 16140C controls (mean ± SD, 1.279 ± 1.82) (p < 0.001) while there is no difference between 16140T (mean ± SD, 6.250 ± 7.58) and 16140C (mean ± SD, 4.859 ± 2.32) in OA patients (p < 0.953) ( Figure 3A,B) . It suggests 16140C is more associated with the likelihood to maintain mitochondrial function by increasing mtDNA copy number than 16140T in OA development. But again, due to the lower prevalence of haplogroup G in Southern China, we used a small sample size in the mtDNA copy number related OA study. For other OA specific mtDNA haplogroup/mtSNPs, no copy number differences were found in either patients or controls. 
Discussion
The most common type of arthritis, Osteoarthritis, affects patient movement due to its painful phenotype and can have either genetic or environmental risk factors [25, 26] . In this study, we recruited 187 knee OA patients and 420 controls to investigate whether human mitochondrial genetics influence the susceptibility and development of OA in Chinese populations.
Consistent with a previous clinical epidemiological study on OA [27] , we found women to be more susceptible to developing OA than men. Additionally, elder age groups developed more severe of OA, helping confirm that OA is an age related degenerative disease.
Previous case control studies stated that haplogroup J showed a significant decrease in risk for both hip OA and knee OA in Spanish populations [28, 29] . Specifically, haplogroup J had a lower severity of development in knee OA [29] . However, those results conflicted with another recently published study using patients from the UK, which claimed that evidence linking OA to mtDNA has not been well established [30] . However, the contribution of mtDNA to OA can differ depending upon ethnic group and environmental factors. In the current study, we focused on a Southern Chinese population. The major results obtained from our study showed that haplogroup G and mtSNPs T16362C increased the risk of OA. Additionally, haplogroup B, which was contributed by sub-haplogroup B4, and their haplogroup diagnostic mtSNPs T16140C and T16217C decrease the susceptibility of OA.
This is the first time we provide a link between haplogroup G and the risk of knee OA. In this study, we also found patients carrying haplogroup G having a higher susceptibility to develop severely progressing OA. Since mitochondrial defects are one of the major causes of aging related degenerative diseases such as OA [4] , it is conceivable that the finding in our study, that OA patients have upregulated mtDNA copy number, is a compensatory mechanism for mitochondrial defects. For haplogroup G, a previous report showed haplogroup G can increase the mtDNA deletion and mitochondrial ROS generation thereby associated with the increased risk of lung cancer [31] . In our study, we did not see such compensatory effects in the peripheral blood cells containing haplogroup G in OA patients, meaning cells like chondrocytes containing mtDNA haplogroup G background are prone to be injured due to the fact that their mitochondria are vulnerable under oxidative stress. Similarly, chondrocytes with 16140C mtDNA genetic background can protect chondrocytes from oxidative stress induced damage and apoptosis by increasing the mitochondrial function with up regulated mtDNA copy number. Subsequently, we found mtDNA haplogroup B/B4, which was reported as a protected haplogroup on the occurrence of biliary atresia and oral lichen planus, has protective effect on OA occurrence in our study [32, 33] . Further functional studies confirmed that haplogroup B/B4 have increased mitochondrial membrane potential and mtDNA copy number, as well as decreased ROS levels and cell apoptosis under stress [33] . All these functional alternations support that haplogroup B/B4 exhibited important protective effects on chondrocytes. In addition, both of ours and previous studies claimed haplogroup B/B4 and haplgroup J, which are the sub-haplogroups of macro haplogroup R, are protective mtDNA haplogroups in Chinese and Spanish OA patients respectively [34] , but the other subhaplogroup R9 and R11 also from macro haplgroup R do not have such protective effect. It is indicated that different mtDNA variations rather than the shared mtDNA variations from macro haplogroup R determine the protective effect of haplogroup B/B4 and haplgroup J on OA.
T16362C is the only non-haplogroup related mtSNP to increase OA incidence in our study. T16362C itself and the combination of T16362C and G11778A have been associated with breast cancer in Poland and older age onset of Leber's hereditary optic neuropathy (LHON) in Japan respectively [35, 36] . Though there has not yet been a complementary functional study available for T16362C, both of these previous studies and our work show that T16362C is a risk factor for human degenerative diseases. Finally, based on the results obtained from this study, a larger sample size is required to confirm the effect and the potential role of mtDNA haplogroup on OA.
Experimental Section
Subjects
A total of 187 unrelated patients (mean ± SD age 61.59 ± 6.283 years, range 43-86) with knee OA were recruited at the Changhai Hospital of Second Military Medical University from May 2011 to June 2013. Patients (135 women and 52 men) were diagnosed with knee OA according to the American College of Rheumatology (ACR) criteria. Based on the radiographs of the knee OA patients, the severity of OA was determined according to the Kellgren/Lawrence (K/L) grade classification from grade one to four and only patients with K/L grade 2 or higher were included in this study. A total of 420 geographically matched asymptomatic control subjects (mean ± SD age 55.32 ± 8.98 years, range 27-84, 237 women and 183 men) who did not meet the criteria for knee OA and other known degenerative diseases including cancer, diabetes and hypertension, which could be associated with mitochondrial defects, were also recruited at Changhai Hospital of the Second Military Medical University. Informed consent was obtained from all subjects under protocols approved by the Ethical Committee of the Second Military Medical University.
mtDNA Sequencing and Genotyping
Genomic DNA was extracted from peripheral blood using a SDS lysis protocol as described [37] . Two pairs of primers were designed to amplify the mtDNA fragments containing major diagnostic SNPs of the Asian mtDNA haplogroup. The primers sequences were as follows, L15975F: 5'-CTCCACCATTAGCACCCAAAGC-3', H794R: 5'-AGGCTAAGCGTTTTGAGCT'G-3' and L9967F: 5'-TCTCCATCTATTGATGAGGGTCT-3', H10858R: 5'-AATTAGGCTGTGGGTGGTTG-3'. An additional sequencing primer, 299F GGTGGAAATTTTTTGTTATG, was designed to sequence the potential poly C gap at mt16184 to mt16193. The PCR was performed using a PCR Amplification Kit (TaKaRa, Tokyo, Japan) on a Thermal Cycler 170-9703 PCR machine (Bio-Rad, Hercules, CA, USA). The PCR amplification procedures were as follows: pre-denaturation at 95 °C for five minutes, followed by 35 cycles of (94 °C for 30 s, 57 °C for 30 s, 72 °C for 40 s), and with a final extension at 72 °C for four minutes. PCR products were purified using MiniBEST DNA Fragment Purification Kit Ver.3.0 (TaKaRa, Japan).
SNPs of each subject were obtained by comparing sequences with the revised Cambridge Reference Sequence (rCRS) using CodonCode Aligner 3.0.1 (CodonCode Corporation, Centerville, VA, USA). A specific mtDNA haplogroup was assigned to each subject by comparing the target SNPs from the D-loop, ND3 and ND4L with the diagnostic SNPs of the constructed East Asian mtDNA haplogroup tree [24, 38] .
mtDNA Copy Number Evaluation
A ratio of mtDNA versus nDNA was generated to represent the relative amount of mtDNA copy number. The Real-Time PCR reactions were performed on a Stepone Real-Time PCR system (Applied Biosystems, Foster City, CA, USA) using SYBR ® Green qPCR Mastermix (TaKaRa, Tokyo, Japan). The detailed human primers are listed as previous reported [39] : mtDNA (Human-tRNA leucine 1, Transcription terminator and 5S-like sequence): forward, 5'-CACCCAAGAACAGGGTTTGT-3'; reverse, 5'-TGGCCATGGGTATGTTGTTAA-3'. nDNA (18s ribosomal DNA): forward, 5'-TAGAGGGACAAGTGGCGTTC-3'; reverse, 5'-CGCTGAGCCAGTCAGTGT-3'. Two independent reactions were performed for mtDNA and nDNA of each sample. The PCR amplification procedures were as followers: pre-denaturation at 95 °C for five minutes, followed by 40 cycles of (94 °C for 30 s, 58 °C for 30 s, 72 °C for 60 s). The mtDNA copy number measured by mtDNA primers were normalized by nDNA copy number. PCR efficiencies of these primers were tested between 90% and 110%.
Statistical Analysis
All statistical analyses were performed using SPSS software (version 13.0) (IBM, Armonk, NY, USA). A null hypothesis was rejected when p < 0.05. The relationship between the prevalence of haplogroups or SNPs and OA were evaluated by using the Pearson chi-square test. Binary logistic regression analysis was used to test the contribution of haplogroup, gender and age to OA.
Conclusions
In conclusion, we found that haplogroup G and T16362C exhibit an increased risk of OA occurrence, and that haplogroup B, its sub-haplogroup B4, and their diagnostic mtSNPs T16140C and T16217C are protecting factors for OA occurrence. Our study is the first to report that mtDNA copy number was upregulated in OA patients. We are also the first to report that the genetic background of mtDNA can modulate OA incidence by affecting upregulation of mtDNA copy number in OA patients. However, more studies are still needed to better understand the role of mtDNA genetic background in OA.
